Biomass, nutrient removal capacity, lipid productivity and morphological changes of Chlorella sorokiniana and Desmodesmus communis were investigated in mixed wastewaters with different CO 2 concentrations. Under optimal condition, which was 1:3 ratio of swine wastewater to second treated municipal wastewater with 5% CO 2 , the maximum biomass concentrations were 1.22 g L -1 and 0.84 g L -1 for C. sorokiniana and D. communis, respectively. Almost all of the ammonia and phosphorus were removed, the removal rates of total nitrogen were 88.05% for C. sorokiniana and 83.18% for D. communis. Lipid content reached 17.04% for C. sorokiniana and 20.37% for D. communis after 10 days culture. CO 2 aeration increased intracellular particle numbers of both microalgae and made D. communis tend to be solitary. The research suggested the aeration of CO 2 improve the tolerance of microalgae to high concentration of NH 4 -N, and nutrient excess stress could induce lipid accumulation of microalgae.
Introduction
Concerns about the depletion of petroleum resources reserves [1] coupled with the rise of the global energy demand, and an increasing awareness of the environmental impact of associated CO 2 emissions, have made the development of renewable and environmentally friendly energy sources necessary [2] . In this sense, biodiesel which has properties similar to fossil-fuels production from photosynthetic microorganisms has been recognized as reliable and renewable energy sources for the steady supply of energy. Many studies have demonstrated that microalgae were superior to other raw materials for the production of biodiesel [3] [4] . However, the development of microalgae-based biodiesel still faces many challenges. One of the most critical challenges is to establish economical means of supplying water and nutrients for cultivation since microalgae require a huge volume of medium for mass scale growth, which leading to major operating costs associated with the nutritional supply [5] . Meanwhile, the reclamation of wastewater is of pivotal importance to achieving sustainability in our society at the global level. Fortunately, in addition to their high biomass and lipid productivities, some microalgae strains also have potential environmental benefits, such as mitigation of CO 2 through photosynthesis [6] and bioremediating wastewater by removing large amounts of nutrients and heavy metals [7] . Therefore, an algaebased wastewater and CO 2 treatment system may be the key to solve both problems.
Swine wastewater (SW) often contained high concentrations of nitrogen and phosphorus, and it needed dilution with fresh water before use to achieve a high yield of biomass [5, 8] as well as to increase the transmission of light in microalgal cultures. Meanwhile, secondary treated municipal wastewater (STMW) supported the microalgal growth and lipid production, but the low concentrations of nutritional constituents result in a low biomass yield [9] . Hence, swine wastewater and municipal wastewater mixture might have great potential to provide good substrates for microalgal growth and get a high yield of lipid without the need for dilution with fresh water or nutrients supplementation. Some microalgae also show better growth potential under high CO 2 concentrations [10] [11] and have potential of mitigating flue gas CO 2 through photosynthesis [6] . Thus, coupling mixed wastewater with CO 2 might be an efficient mode for microalgae to produce biodiesel feedstock along with wastewater and CO 2 treatment.
In this study, different culture systems with a series of wastewater mixed from SW and STMW, together with different CO 2 concentrations were established. The biomass production, nutrient removal capacity, lipid yield and morphological change of two selected microalgae strains Chlorella sorokiniana and Desmodesmus communis in these different culture systems were investigated. The better culture conditions were proposed.
Materials and Methods

Pretreatment and preparation of different wastewater media
To collect the SW and STMW, we obtained permission from a key piggery, Minhang Breeding Stock Farm (Shanghai, China), and the Minhang Municipal Wastewater Treatment Plant.
SW was generated during the barn flush operations and then was passed through a bar screen and an inclined screen to achieve preliminary solid-liquid separation. After these processes, the wastewater was discharged to a primary sedimentation pond to precipitate the remaining solids, before slowly flowing into the storage pond from which SW was obtained. STMW used throughout the experiments was collected from the secondary treatment pond. Both SW and STMW samples were immediately filtered using microfilters (GB/T1914-93) to remove suspended particles after sampling and then were stored in a refrigerator at -20°C to avoid variation in the wastewater composition.
The different wastewater media were prepared using different proportions of two types of wastewater. The different proportions (v:v) of SW to STMW were as follows: SW 4:0 STMW (4:0); SW 3:1 STMW (3:1); SW 2:2 STMW (2:2); SW 1:3 STMW (1:3); an SW 0:4 STMW (0:4). The media were characterized in terms of ammonium nitrogen (NH 4 + -N), nitrate (NO 3 --N), total nitrogen (TN), total phosphorus (TP) and pH, and the results are shown in Table 1 . For ease of Compared with the modified BG-11 medium [12] , we considered media 4:0 and 3:1 as media containing high levels of nitrogen and phosphorus. Correspondingly, media 2:2 and 1:3 were considered to have intermediate levels of nitrogen and phosphorus, and medium 0:4 was considered to have low levels of nitrogen and phosphorus.
Microalgae cultivation
The two microalgae Chlorella sorokiniana and Desmodesmus communis were screened from acid swege and selected based on the tolerance and performance under high concentration of CO 2 by the Biomass Energy Research Center of Shanghai Jiao Tong University, China. These two strains could achieve relatively high biomass concentration when cultivated in wastewater medium with high level of CO 2 , and have potential to form the wastewater and CO 2 treatment system. They were preserved in the modified BG-11 medium containing (g L -1 ) NaNO 3 , 1. [12] . The two strains were individually cultured in 250 mL Erlenmeyer flasks containing 120 mL sterilized modified BG-11 before inoculation to formulated wastewater media.
In different cultivation experiments, C. sorokiniana and D. communis were cultivated in 1 L Erlenmeyer flask (20 cm length, 10 cm diameter) with 600 mL working volume of different wastewater media at 28±2°C under 126 μmol m -2 s -1 light intensity on a light/dark cycle of 12 h/12 h for 10 days. The light intensity was measured by a light meter. A gas distributor provided with different flow rates of CO 2 mixed with ambient air was used to prepare CO 2 concentrations of 0.03% (air), 5% and 10%. Cultures were aerated continuously with CO 2 -enriched air via bubbling from the bottom of modified Erlenmeyer flask with an aeration rate of 0.2 vvm (volume gas per volume media per minute). The control (wastewater without algal inoculums) was conducted under the same conditions.
Morphological analysis
The images of C. sorokiniana and D. communis were observed every other day during the cultivation by an optical microscope (OLYMPUS, CX41, magnification up to 1,000X), and the morphology was documented using a Mshot Digital Imaging System (MC50, Mshot, China).
Cell growth measurement
Biomass concentrations (x, g L -1 ) were determined directly by dry cell weight. 10 mL sample was taken from culture to measure the dry cell weight daily. Microalgae were harvested by centrifugation (5804R, Eppendorf, Germany) at 8000 rpm for 10 min and washed twice with distilled water. The pellet was lyophilized drying in a freeze drier (FD-1-50, Boyikang, China) for dry weight measurement. The biomass productivity P (g L -1 d -1
) and specific growth rate μ (d -1 ) were calculated according to the following Eqs (1) and (2):
where X 1 and X 0 were the dry cell weight concentration (g L ) at time t 1 and t 0 , respectively. 
Lipid extraction and quantification
The chloroform/methanol method was used for total lipid content measurement [13] . Dry microalgal cells (0.2 g) added with 6 mL distilled water and ultrasonicated by a sonicator (JY, 92-II, China) for 8 min, then mixed with solvent of chloroform:methanol (2:1, V/V) and left over night, the cell debris were removed by centrifugation at 8000 rpm for 10 min, the chloroform layer was extracted and transferred to a new screw-cap tube. Chloroform was added again to give a constant solvent ratio, and the residual cell debris were extracted three times by above solvent extraction procedure to ensure that lipids were almost extracted. The chloroform layer in the new screw-cap tube was washed with the same volume of 0.1% NaCl solution to wash out soluble impurities and the purified chloroform layer was evaporated to a constant weight in a fuming hood under vacuum at 60°C. The total lipid content (Lc, % of biomass dry weight) was calculated using the following equation:
where m 1 was the weight of the dry microalgal cells, m 0 was the weight of the empty new screw-cap tube, m 2 was the weight of the new screw-cap tube with the dried lipids.
Nitrate and phosphate concentration analysis
The nutrients (NH 4 + -N, TN and TP) uptake rate was measured every other day during the cultivation. A 10 mL liquid culture sample was centrifuged at 8000 rpm for 10 min, and the supernatant was filtered through a 0.45 μm syringe filter. total nitrogen (TN) and ammonium nitrogen (NH 4 + -N) were measured using an automatic chemistry analyzer (Smartchem 200, Alliance, France), total phosphorus (TP) in the medium was measured using acid potassium persulfate digestion by molybdenum antimony-colorimetric method [14] .
Results and Discussion
Growth of microalgae in different wastewater media and the CO 2 concentration
As previous studies have reported, the concentrations of nitrogen and phosphorus from media significantly affected microalgae growth [15] [16] [17] . The growth of C. sorokiniana and D. communis cultured in different mixing ratios of wastewater under different CO 2 concentrations are shown in Fig 1. Under 0.03% CO 2 (without extra CO 2 aeration), C. sorokiniana showed better growth in modified BG-11 and medium 0:4 (Fig 1a) . The maximum biomass concentrations were 0.57 g L -1 and 0.31 g L -1 in BG-11 and medium 0:4 after 10 days cultivation, respectively ( Table 2 ). The growth of C. sorokiniana in media 1:3, 2:2, 3:1 and 4:0 were nearly inhibited under 0.03% CO 2 (Fig 1a, Table 2 ). Ruangsomboon reported, within the range of 22 to 444 mg L -1 , that the increase in the phosphorus concentration was beneficial to microalgal growth [16] . Because the concentration of phosphorus was within this range (Table 1) , we inferred that NH 4 + -N might be the main factor inhibiting the growth of C. sorokiniana. It is well known that ammonia nitrogen above a particular concentration, which is microalgal species and culture pH dependent, would inhibit microalgal growth and reduce the utilization of wastewaters [18] [19] . The main mechanism by which ammonia inhibits microalgae is by poisoning their photosynthetic system [20] [21] .
The growth of C. sorokiniana in media containing SW was significantly increased when extra CO 2 was aerated (Fig 1b and 1c) . Under 5% CO 2 , C. sorokiniana achieved the highest maximum biomass concentration (1.31 g L -1 ) and maximum biomass productivity (0.247 g L ) were also achieved in medium 2:2 ( Table 2) . Additionally, when cultivated in 1:3 and 2:2 and modified BG-11, C. sorokiniana achieved higher biomass concentration under 5% CO 2 than under 10% CO 2 , a finding that was consistent with previous studies that the growth of microalgae would be inhibited if the aerated CO 2 was above a particular concentration [11, 21] . However, C. sorokiniana in media 3:1 and 4:0, which contain a relatively high concentration of nitrogen and phosphorus, grew better under 10% CO 2 than 5% CO 2 (Fig 1b, 1c and Table 2 ). These results suggested that the aeration of CO 2 could improve the tolerance of C. sorokiniana with a high initial concentration of NH 4 + -N, and medium with a higher NH 4 + -N concentration might prefer a higher concentration of CO 2 aeration. The aeration of CO 2 probably changed the pH of the medium, leading to the change in the uptake pattern for nutrimental elements [22] [23] .
Although growing relatively better than C. sorokiniana at 0.03% CO 2 , D. communis showed a similar trend when extra CO 2 was aerated (Fig 1d, 1e and 1f) . D. communis obtained the highest maximum biomass concentrations of 0.84 g L -1 and 1.02 g L -1 in medium 1:3 with 5%
and 10% CO 2 , respectively ( Table 2) . It was interesting to note that D. communis grew better under 5% CO 2 than under 10% CO 2 when it was cultivated in medium 0:4 and modified BG-11 (Fig 1e, 1f and Table 2 ). However, when D. communis was grown in other media, it grew better under 10% CO 2 than 5% CO 2 (Fig 1d, 1e, 1f and Table 2 ). These results suggested that the optimal CO 2 concentration for microalgal growth was medium and strain dependent. Finding the proper wastewater composition coupled with the optimal CO 2 concentration is a feasible way to promote the production of microalgal biomass.
Nutrient removal during cultivation
Microalgae-based nutrient removal in wastewater is a much accepted concept worldwide. Nutrient-rich wastewater has been considered to be more appropriate for microalgal growth because it enables an increment in biomass concentration along with nutrient removal [24] . As shown in Table 1 (Fig 2a, 2b and Table 3 ). A similar phenomenon was also found by other scientists [22] [23] [25] [26] . The removal of ammonia was not only due to its uptake by C. sorokiniana and D. communis but also due to stripping and loss to the atmosphere. It has been noted that ammonia stripping and loss to the atmosphere may be the most important mechanisms of ammonia removal when microalgae or cyanobacteria are used for nutrient removal from wastewater [27] . Previous researchers have found that when media contained a high initial concentration of ammonia, the intensified growth inhibition would cause a decrease in ammonia uptake; consequently, ammonia was more susceptible to be stripped and lost, particularly in alkaline medium [26] . In the present study, a net increase in pH values without extra CO 2 aeration was observed (Fig 3a and 3b) , increasing the removal rate of ammonia. When extra CO 2 was aerated, the removal rate of ammonia showed a decrease in media 2:2, 3:1 and 4:0 (Fig 2c, 2d, 2e, 2f and Table 3 ). This result was probably due to the dissolution and ionization of CO 2 and acidification of the media. As shown in Fig 3d, 3e, 3f, 3g, 3h and 3I, the pH value of the media decreased with extra CO 2 aeration. A low-pH environment could reduce the stripping and loss of ammonia because it promoted the equilibrium concentration of ammonium and suppressed the generation of free ammonia [26, 28] . Thus, although the removal rate of ammonia was decreased under 5% and 10% CO 2 , the ammonia uptake by C. sorokiniana and D. communis was not necessarily decreased.
Except for the case of C. sorokiniana at 0.03% CO 2 , the total nitrogen was reduced to half of the original level after two days for both microalgae (Fig 4) . In addition, both C. sorokiniana and D. communis reduced more TN in wastewater medium 1:3 than in other media (Table 3) . Thus, 1:3 may be an excellent choice for good nutrient-removal capacity and high biomass productivity. The highest TN removal rates achieved by C. sorokiniana and D. communis were 88.05% and 88.68%, respectively (Table 3 ). This result indicated that there were still some organic compounds that could not be assimilated by microalgae, which in consistence with that in a previous report [29] .
Phosphorus can be found in lipids, proteins, nucleic acids and the intermediates of carbohydrate metabolism and is also an essential macro-nutrient for microalgae growth. Fig 5 and Table 3 showed the removal of TP from five wastewater media. It should be noted that the removal of phosphorus in wastewater was not only affected by microalgae cell uptake but also by external conditions such as pH and dissolved oxygen. When the pH is elevated close to 10, phosphate will precipitate from wastewater [30] , explaining the high phosphorus removal rate under 0.03% CO 2 (Fig 5a and 5b and Table 3 ). In medium 1:3, C. sorokiniana and D. communis removed more than 99.5% TP, except for C. sorokiniana under 0.03% CO 2 (90.79%). This result showed again that medium 1:3 was suitable for C. sorokiniana and D. communis to remove nutrients from wastewater. When aerated with CO 2 , the mechanisms of nutrient removal by C. sorokiniana and D. communis were completely different because the pH variation changed the equilibrium concentration and uptake of nutrients. The pH and initial concentrations of N and P not only affected the growth of C. sorokiniana and D. communis but also their removal capacities. In this study, the increase in pH resulted in the high removal rates of nitrogen and phosphorus at 0.03% CO 2 , and medium 1:3 was considered to be the most appropriate for its high removal rates of ammonia, TN and TP.
Lipid production of microalgae
The lipid contents of C. sorokiniana and D. communis cultured in six types of media under 0.03%, 5% and 10% CO 2 are shown in Table 4 . Without additional CO 2 aeration, C. sorokiniana and D. communis had high lipid contents when cultivated in medium 0:4-25.15% and 23.05%, respectively. This result was consistent with those in previous reports that showed that nitrogen limitation would induce incrementally the microalgal lipid content [31] [32] . Because lipids are preferred storage compounds that have highly reduced states, they could be Table 3 . The removal rate of total nitrogen (TN), ammonium nitrogen (NH4 + -N) and total phosphorus (TP) by C. sorokiniana and D. communis cultivated in different media under 0.03%, 5% and 10% CO 2 concentrations, respectively. Media without microalgae inoculation was marked as Blank.
Medium(SW: STMW)
Removal rate (%) efficiently packed in cells and used under stressed conditions for cell survival [31] . When microalgae were cultivated under nutrient-limiting conditions, the photosynthetic carbon flow changes into metabolic pathways that may generate energy-rich compounds, such as lipids [33] . When 5% and 10% of CO 2 were aerated, the lipid contents of C. sorokiniana in medium 4:0 reached 25.10% and 15.09%, respectively, values that were higher than those in other media (Table 4 ). D. communis had a similar trend in lipid accumulation to C. sorokiniana-the lipid content peaked at 30.33% and 22.75% in medium 4:0 under 5% and 10% CO 2 , respectively. These results suggested that nutrient excess could also induce the accumulation of intracellular lipids under one type of environmental stress such as nutrient limitation.
Morphology change in microalgae during cultivation
The morphology of microalgal cells was closely related to their culture conditions, indicating that nutrients and gas aeration could significantly affect the form of microalgal cells [15, [34] [35] . The morphological features of C. sorokiniana and D. communis cultivated in different wastewater media and modified BG-11 under an aeration of 0.03% and 5% CO 2 are shown in Fig 6. The morphology of the two microalgae under 10% CO 2 in photographs was similar with 5%, and images are shown in figure in S1 Fig and will not be discussed here. The cells of C. sorokiniana cultivated in medium 0:4 generated more intracellular particles than cells in other media after 3 days of culture under 0.03% CO 2 (Fig 6a) . When microalgae were cultivated in medium 0:4, a nitrogen limitation condition in this study, photosynthetic carbon flow changes into metabolic mechanisms that may generate energy-rich compounds, such as carbohydrates and lipids [33] . When aerated with CO 2 , both 5% and 10%, a significantly increase of intracellular particles number in C. sorokiniana cells cultivated in medium 1:3 and BG-11 was observed by an optical microscope after 6 days of cultivation (Fig 6b) .
The morphological changes in D. communis had a similar tendency to C. sorokiniana. In addition, D. communis has other features because it is a strain belonging to the Scenedesmaceae family. The cells are displayed as a 4-celled cenobium before inoculation (Fig 6f) . However, we can only observed dispersed solitary cells when D. communis was cultivated in media 1:3, 2:2, 3:1 and 4:0 on the 6 th day under a 0.03% CO 2 concentration (Fig 6c) . However, on the 10 th day, most cells were grouped into 2-or 4-celled cenobium again and only a small number of cells remained solitary (Fig 6c) . This phenomenon was also found in Scenedesmus sp. CCNM 1077 [15] . When additional CO 2 was aerated, it appeared earlier, and no 2-or 4-celled cenobium could be found on the 3 rd day (Fig 6d) . Solitary cells showed a remarkable morphological difference compared with cenobium. They presented with a more regular ellipsoid with a larger size, and the spines became unobtrusive. D. communis cells all remained solitary except in media 0:4 and 1:3 under 5% CO 2 (Fig 6d) , a finding that was different from that under 0.03% CO 2 . Combined with the result of growth (Fig 1) , we hypothesized that 4-celled cenobium was not conducive to cell division and growth because D. communis tended to be solitary or 2-celled during the logarithmic phase. Because CO 2 aeration promoted growth, D. communis had a stronger tendency to be solitary.
Conclusions
In summary, the present study showed that it is feasible to increase biomass and total lipid productivity by mixing SW and STMW coupled with a proper CO 2 concentration. Both Chlorella sorokiniana and Desmodesmus communis cultivated in 1:3 (SW:STMW) medium achieved the highest nutrient removal rate with or without extra CO 2 aeration. C. sorokiniana obtained the maximum biomass concentration (1.31g L 
